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© Cell fusion apparatus. 



© Cell electrofusion apparatus, for example for the 
production of hybridomas, comprising a flow-through 
capillary (14) surrounded by a water-cooled jacket 
(16) and through which a physiologically normal me- 
dium (such as a tissue culture fluid) containing cells 
^m\s pulsed by a pump driven syringe (28), high voit- 
^age pulses being applied to electrodes (18) at op- 
.^posite ends of the channel, which voltage pulses are 
2 of a magnitude and duration such that, taking into 
CD account the rate of fluid flow through the capillary 
OQand the extraction of heat by the cooling means, the 
(yj temperature of the cell-containing medium is con- 
CO strained to remain below the limit at which substan- 
tial cell damage occurs. 
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Cell Fusion Apparatus 



Field of the Invention 

This invention relates generally to cell fusion 
apparatus and more particularly to apparatus for 
fusing cells by electrofusion, for example, to pro- 
duce hybridomas. 



Background to the invention 

Electrofusion is a known technique for causing 
cell hybridization by the application of a high volt- 
age electric field to cells suspended in an elec- 
trically conducting medium. The cells may be 
brought into mutual contact, for example, to group 
into long chains often known as pearl chain forma- 
tions, by means such as the addition to the sus- 
pension of polyethylene glycol, or dielectrophoresis 
or charge modification procedures. 

Field strengths required for electrofusion of 
cells are of the order of 300 to 400 kV/m. At such 
field strengths, a major relevant factor in the known 
process, carried out on a batch basis in a fusion 
chamber, is conductive heating, so that a low con- 
ductivity non-physiological supporting medium has 
necessarily had to be employed to avoid head 
damage to the cells, together with non-ionic os- 
motic compensation, for example achieved by the 
use of mannitol or sucrose as the suspension me- 
dium, because osmotic stress also gives rise to low 
cell viability. 

It is a primary object of this invention to pro- 
vide improved apparatus for the electrofusion of 
cells, which apparatus permits a physiologically 
normal medium, i.e. a medium which is ionically 
and osmotically normal for cells, to be employed, 
with a consequent substantial increase in cell via- 
bility. 



The invention 

According to the invention, apparatus for the 
electrofusion of cells comprises a flow channel of 
specific flow capacity for passage of cells sus- 
pended in a medium, cooling means surrounding 
the flow channel, electrodes at opposite ends of the 
flow channel, and a high voltage pulse generating 
circuit for applying DC voltage pulses to the elec- 
trodes while the medium is caused to flow slowly 
through the flow channel. 

In use, the voltage pulses are applied at such a 
magnitude and at such a repetition rate, in relation 
to the flow capacity of the flow channel, rate of flow 
of the medium, and the rate of heat extraction by 



the cooling means, that the temperature rise of the 
cell containing medium is so limited that heat dam- 
age to the cells in the medium is substantially 
avoided. 

5 Thus, the invention resides in a flow-through 

system with cooling wherein electrofusion is effec- 
ted with DC voltage pulses defined to bring out a 
pulsed temperature rise limited to a specific maxi- 
mum value, preferably 37 degrees C, of the cell 

w containing medium, whch may thus be constituted 
by a physiologically normal medium such as a 
tissue-culture fluid, with a consequent large im- 
provement in cell viability. The invention enables 
the application of field strengths of 3 to 4 kV/cm, to 

15 a fluid which is ionically and osmotically normal for 
cells, and the temperature of the medium is limited 
without flowing the material sufficiently fast to dis- 
rupt aggregates of cells by shear forces. In use of 
the apparatus, cells may be aggregated in small 

20 clusters by the addition to the medium of a sub- 
stance such as an antibody material, lectins, a 
surface-acting substance such as poly-L-lysine or 
attachment factors. As the fluid flow through the 
flow channel is preferably a pulsed flow timed in 

25 relation to voltage pulses, aggregation in small 
clusters is advantageous as compared with group- 
ing in relatively long chains. 

The invention lends itself in particular to the 
production of hybrid cells from spleen cells and 

30 myeloma cells, for the purpose of produced mon- 
oclonal antibodies. 



Description of embodiment 

35 

The apparatus in accordance with the invention 
is exemplified in the accompanying drawings, in 
which:- 

Figure 1 is an elevational view of a practical 
40 embodiment; and 

Figure 2 is a simplified circuit diagram of a 
voltage pulse generating circuit. 

Figure 1 shows a flow-through cell consisting 
45 of upper and lower Teflon (Trade Mark) end blocks 
10 which serve to locate, through silicon rubber 
seals carried by locating members 12, a flow chan- 
nel 14 in the form of a glass capillary tube. The 
blocks 10 also serve to clamp in position a cir- 
so culatory glass water jacket 16, surrounding the flow 
channel 14, the latter having a wall sufficiently thin 
to ensure efficient cooling of medium flowing 
through the channel by heat transfer to the circulat- 
ing water in the surrounding jacket 

Electrodes 18 are disposed in an electrolyte 20 
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contained in chambers in the end blocks and sepa- 
rated from inlet/outlet passages 22, 24 in the end 
blocks 10 by semi-permeable membranes 26. 

A 1 ml disposable syringe 28 connects with the 
inlet/outlet passage 22 in the upper end block 10, 
and is adapted to be operated by a stepper motor 
29 controlled from a timer 30 which in practice is 
constituted by a computerised control means. The 
inlet/outlet passage in the lower end block 10 con- 
nects with a disposable outlet tip 32, which can 
deliver samples to a fraction collector 34, for exam- 
ple comprising a 96 well micro-titre plate, ad- 
vanced under supervision of the computerised con- 
trol means 30. 

A high voltage pulse generating circuit 36 ap- 
plies DC voltage pulses, of a defined magnitude, 
duration and frequency, to the electrodes 18, again 
under supervision of the computerised control 
means 30. 

In use, cooling water is circulated through the 
glass jacket 16, and cells suspended in tissue- 
culture fluid are passed through the capillary 14 
from the disposable syringe 28 driven by the step- 
ping motor 29. Each step triggers the pulse unit 36, 
which gives a high voltage (approx. 8Kv) pulse of 
defined length, applied to the electrodes 18 im- 
mersed in the electrolyte 20 contained in end block 
chambers. 

After a group of pulses, the fraction collector 
34 moves the microtitre plate to retrieve the pulsed 
sample. The rate of flow is defined by the removal 
of heat by the water in the water jacket, and the 
pulse size is defined by the temperature rise toler- 
ated during the applied field. Both the sample 
syringe 28 and the outlet tip 32 are sterile dispos- 
able units. 

In more detail, 1 mlis a suitable volume of cell 
containing medium (tissue-culture fluid). This is de- 
livered by a syringe pump (stepper motor 29) driv- 
ing a 1 ml disposable syringe (syringe 28) con- 
trolled by a microcomputer and interface (timer 30) 
to deliver 5 fluid pulses per microlitre. Software 
derived control pulses are used to control the high 
voltage pulse generating unit 36 as well as the 
fraction collector 34. 

The syringe 28 and the outlet tip 32 are coup- 
led by the capillary 14, which is conveniently of 0.7 
mm diameter with about 18 mm of its 22 mm 
length surrounded by the water jacket 16. The 
electrolyte side arms are separated from the me- 
dium at the 2 mm diameter end block passages 
22, 24 by a cellulose membrane (semi-permeable 
membrane 26) constituted by standard dialysis 
membrane "viskin" tubing clamped by threaded 
hollow Teflon (Trade Mark) plugs screwing into the 
respective end blocks 10. The electrodes 18 are of 
platinum and are immersed in a 0.9% NaCI solu- 
tion. Cooling water at 20 degrees C or less flows 



through the cooling jacket 16 at approximately 3 
ml/minute. The tissue culture medium (approx. 
0.9% NaCI) flowing through the capillary 14 has a 
resistivity of from 16 to 34 Kohms. 

5 Referring to the mode of use in more detail, 

the instrument is filled manually with tissue culture 
fluid using a clean disposable syringe which is 
clipped into the syringe pump. The syringe is emp- 
tied under computer control and refilled with cell 

w suspension (approx. 10 6 cells) from a container 
placed under the disposable tip. The fluid (1 ml) is 
pulsed at 2 Hz and drawn in at 8 ul sec -1 and 
redelivered to a microtitre plate at the same rate, 
re-pulsing the sample on the return path. 

15 Limiting conditions generally applicable to the 

instrument are as follows:- 
Peak voltage = 8 Kv 
Pulse length (75% points) = 1 1 5 us 
Fluid resistivity 0 16 K ohms at 20* C 

20 Peak current = 0.5 amps 
Power = 4000 watts 
Permitted temperature rise = 17° C 
Tube volume = 9 ul 
At 1 pulse sec"" 1 

25 E = 0.5 Joules = 0.12 Cals 
AT max = 13° C per pulse 

Heat transfer can be calculated, but it is as- 
sumed that the limiting conditions are the enclosed 
ends of the tube 14. At 9 ulsec"" 1 flow this segment 

30 is flushed clear in approx, 0.2 second. Measure- 
ments with erythrocytes in saline show lysis occur- 
ring at 5-1 0Hz and the optimum rate was set at 2 
Hz pulse rate and flow at 8 ul sec" 1 . 
Moreover, in preliminary measurements carried out 

35 on Mouse myeloma cells X63 Ag8-653 and spleen 
cells, hybrids were obtained and viability at 5 Hz 
was 75-80%, and was unaffected by lower pulse 
rates. 

A simplified circuit diagram of the high voltage 

40 generating circuit is given in Figure 2. Briefly, a 
capacitor discharge thyristor chopper with trans- 
former output is used to generate 8 KV, 100us 
pulses controlled by the microcomputer to give a 
fixed rate of pulsing for a given flow rate. 

45 The main circuit is a two thyristor chopper with 

thyristor THY 1 discharging Cio into the output 
transformer primary but being forcibly commutated 
off by THY 2. The circuit is arranged so that both 
thyristor cathodes are at zero volts and no gate 

so trigger isolation is needed. 

On applying mains voltage via rectifying circuit 
40, Cio is charged to 450V and 5V is provided for 
the logic circuits. THY 1 anode is then at +450V 
since Cio negative is connected (for DC) to zero 

55 volts via T2 primary. When MONO 1 is triggered 
by the MANUAL button or an external trig pulse, a 
positive gate signal 75-100 us long (as determined 
by R2C2) is applied to THY 1 gate via VT 1. 
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THY 1 then conducts and a 450V negative step 
is applied to T2 primary. The same step appears 
an C9: D5 conducts and C9 with L rings for one 
half cycle leaving THY 2 anode about 200-300 V 
positive, with C9 charged to about 800 V. 

At the end of the 75-100 us period, MONO 2 is 
triggered by MONO 1 Q output trailing edge and 
fires THY 2 via VT 2. The load current is diverted 
through THY 2 and C9 long enough to allow THY 1 
to turn off. C9 then continues to discharge through 
THY 2 and T2 forming the trailing edge of the 
output pulse. 

It is to be noted that rise and fall times at the 
output are limited at nominal max load of 0.5 A to 
about 30-40 us by leakage inductance of T2. How- 
ever, this does result in a short-circuit on T2 secon- 
dary only giving peak primary currents about 80 
amps, just within the thyristor ratings. R5-C5, R3- 
C4 isolate gate current from the +5 supply and 
also help to prevent any later mis-firings following 
the main pulse, whilst D6 protects THY 1 from 
reverse voltage and D7 clips overshoot on T2. 

Rn is selected to obtain +450V initially on 
C10, whilst R2 is selected for the required pulse 
length. 

The complete unit includes a relay dump (not 
shown) and power supply generating circuits (also 
not shown). 

In a practical embodiment, the instrument and 
controlling units will preferably be housed in an 
electrically interlocked cabinet, since it is well suit- 
ed to fully automatic operation. 

Various modifications of the above-described 
and illustrated embodiment are possible within the 
scope of the invention as defined by the appended 
claims. 



Claims 

1. Apparatus for the electrofusion of cells com- 
prising a flow channel of specific flow capacity for 
passage of cells suspended in a medium, cooling 
means surrounding the flow channel, electrodes at 
opposite ends of the flow channel, and a high 
voltage pulse generating circuit for applying DC 
voltage pulses to the electrodes while the medium 
is caused to flow slowly through the flow channel. 

2. Apparatus according to claim 1, in which the 
applied voltage pulses are of such a magnitude 
and at such a repetition rate, in relation to the flow 
capacity of the flow channel, the rate of flow of the 
medium and the rate of heat extraction by the 
cooling means, that the temperature rise of the cell 
containing medium is so limited that heat damage 
to the cell containing medium is substantially 
avoided. 



3. Apparatus according to claim 1 or claim 2, in 
which a controlling means for the apparatus limits 
the temperature of the cell containing medium to 
37 degrees C maximum. 
5 4. Apparatus according to claim 1 or claim 2 or 

claim 3, in which the medium is tissue-culture fluid. 

5. Apparatus according to any of claims 1 to 4, 
in which the peak magnitude of the applied voltage 
pulses is approximately 8 kV, and said applied 

10 voltage pulses have a duration of approximately 
100 us at a frequency not exceeding 10 Hz for a 
flow rate of the cell-containing medium of approxi- 
mately 10 ul/sec. 

6. Apparatus according to any of claims 1 to 5, 
15 in which the flow channel is of less than 1 mm 

diameter with a length of about 20 mm surrounded 
by the cooling means. 

7. Apparatus according to any of claims 1 to 6, 
in which the cooling means is a circulatory water 

20 jacket. 

8. Apparatus according to any of claims 1 to 7, 
in which the flow channel is mounted between end 
blocks containing inlet/outlet passages communi- 
cating with said flow channel, the said respective 

25 inlet/outlet passages connecting at one end' block 
with a syringe adapted to be driven by a stepper 
motor for producing a pulsed flow of the medium 
and at the other end with an outlet tip for feeding 
samples into a fraction collector. 

30 9. Apparatus according to claim 8, in which the 

electrodes are accommodated in electrolyte con- 
tained in electrolyte chambers formed in the re- 
spective end blocks, the electrolyte being sepa- 
rated from the inlet/outlet passages in the end 

35 blocks by semi-permeable membranes. 

10. Apparatus according to any of claims 1 to 
9, in which the high voltage pulse generating circuit 
comprises a thyristor chopper for controlling a ca- 
pacitor discharging into the primary winding of an 

40 output transformer, and a triggerable control circuit 
for the thyristors. 

11. Apparatus according to claim 10 when ap- 
pendant to claim 8 or claim 9, including a computer 
for supplying first controlling pulses for triggering 

45 the control circuit high voltage pulse generator cir- 
cuit and second controlling pulses, in timed rela- 
tionship to the first controlling pulses, for triggering 
a control circuit for the stepper motor. 

50 



55 



4 



EP 0 338 667 A1 






EP 0 338 667 A1 




European Patent 
Office 



EUROPEAN SEARCH REPORT 



Application Number 



EP 89 30 2128 



DOCUMENTS CONSIDERED TO BE RELEVANT 



Category 



Citation of document with indication, where appropriate, 
of relevant passages 



Relevant 
to claim 



CLASSIFICATION OF THE 
APPLICATION ant. CI. 4) 



EP-A-0 126 389 (KERFORSCHUNGSANLAGE 
JULICH GESELLSCHAFT MIT BESCHRANKTER 
HAFTUNG) 

* Figure 5; page 18, lines 12-20 * 

US-A-4 561 961 (G. A. HOFFMANN) 

* Claims; figures; column 3, line 55 - 
column 4, line 15 * 

GB-A- 845 743 (GENERAL ELECTRIC CIE 
LTD) 



1-4 



1-3 



C 12 N 15/02 



TECHNICAL FIELDS 
SEARCHED (Hit. C1.4) 



The present search report has been drawn up for all claims 



Place of search 



THE HAGUE 



Date of completion of the search 

30-05-1989 



C 12 N 



C0UCKE A.O.M. 



C 
O 



CATEGORY OF CITED DOCUMENTS 

X : particularly relevant if taken alone 

Y : particularly relevant if combined with another 

document of the same category 
A : technological background 
O : non-written disclosure 
P : intermediate document 



T : theory or principle underlying the invention 
E : earlier patent document, but published on, or 

after the filing date 
D : document cited in the application 
L : document cited for other reasons 



& : member of the same patent family, corresponding 
document 



DOCUMENT- IDENTIFIER: EP 338667 Al 



PUB-NO: 



EP000338667A1 



DOCUMENT-IDENTIFIER: EP 338667 Al 



PUBN-DATE: 



TITLE: 



Cell fusion apparatus. 
October 25, 1989 



INVENTOR-INFORMATION: 



NAME 



COUNTRY 



PREECE, ALAN WILLIAM N/A 



ASSIGNEE-INFORMATION: 



NAME 



COUNTRY 



PREECE ALAN WILLIAM 



GB 



FOLLETT DOUGLAS HAROLD GB 

APPL-NO: EP89302128 
APPL-DATE: March 3, 1989 

PRIORITY-DATA: GB08807271A (March 26, 1988) 

INT-CL(IPC): C12N015/00 

EUR-CL (EPC): C12N015/02 , C12N013/00 

US-CL-CURRENT: 435/285.2 , 435/286.1 

ABSTRACT: 

Cell electrofusion apparatus, for example for the production of 
hybridomas, comprising a flow-through capillary (14) surrounded by a 



file:///CI/Docutnents%20and%20SettingsAVBeisner/My%20...0301_201 l-02-28_EP_338667_Al_M_AccessibleVersion.htm (1 of 2)2/28/1 1 12:59:34 PM 



DOCUMENT-IDENTIFIER: EP 338667 Al 



water-cooled jacket (16) and through which a physiologically normal 
medium (such as a tissue culture fluid) containing cells is pulsed by a pump 
driven syringe (28), high voltage pulses being applied to electrodes (18) at 
opposite ends of the channel, which voltage pulses are of a magnitude and 
duration such that, taking into account the rate of fluid flow through the 
capillary and the extraction of heat by the cooling means, the temperature of 
the cell-containing medium is constrained to remain below the limit at 
which substantial cell damage occurs. 
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